Enzyme activity assays. The intact cell GC activity assay was performed as previously described 2 .
Briefly, approximately 10 4 cells were plated in each well of a 96-well plate (100 μl per well) overnight to allow cell attachment. Medium was replaced with fresh medium containing small molecules as indicated in each figure and plates were incubated at 37 °C. Cell viability after drug treatment was measured using the resazurin assay. The medium was then removed and monolayers washed with PBS. The assay reaction was started by the addition of 50 μl of 2.5 mM MUG in 0. This assay is accompanied by dilution and therefore it gives a more accurate reflection of an increase in folding, trafficking and function accomplished by a compound that can inhibit GC enzyme activity, however the intact cell assay is better at predicting what will likely happen in a patient.
The GC activity assay for recombinant WT GC enzymes has been previously described 3 ] ER and obtain the minimum YFP/CFP ratio.The background corrected fluorescence ratio of (YFP/CFP) upon excitation of CFP is a measure of relative ER Ca 2+ levels. An increase in the resting ratio without an increase in the minimum ratio is indicative of an increase in resting Ca 2+ levels. Three separate experiments were performed for one drug treatment condition.
Quantitative RT-PCR. The relative expression levels of target genes were analyzed using quantitative RT-PCR as described 1, 5 . The cells were incubated with drugs at 37 °C for the indicated amount of time before total RNA was extracted from the cells using RNeasy Mini Kit (Qiagen #74104). cDNA was synthesized from 500 ng of total RNA using QuantiTect Reverse Transcription Kit (Qiagen #205311).
Quantitative PCR reactions (45 cycles of 15 s at 94°C, 30 s at 57°C, and 30 s at 72°C) were performed using cDNA, QuantiTect SYBR Green PCR Kit (Qiagen #204143) and corresponding primers in the ABI PRISM 7900 system (Applied Biosystems) and analyzed using SDS2.1 software (Applied Biosystems).
The forward and reverse primers for the genes analyzed are listed in Table S1 . Threshold cycle (C T ) was Cell toxicity assay. One thousand L444P fibroblasts were plated in a 96-well plate (Costar) and incubated overnight. Drugs were added to the 100 μl cell culture media and the plates were incubated at 37 °C until the cell toxicity assay was performed. Resazurin (10 μl of 10 mg/ml in PBS) was added to each well and 22 the plates were incubated for 2 h at 37 °C. The fluorescence signal, which is proportional to cell metabolism/viability, was monitored on a fluorescence plate reader (Molecular Devices) using an excitation wavelength of 530 nm and emission wavelength of 590 nm. Data from at least eight replicates are shown and are reported as mean ± SEM.
